Cells in log-phase growth at approximately 60% confluency were pulsed with 10 μM BrdU for 20 minutes. Cells were immediately trypsinized, washed in 1X PBS, and fixed with 70% ethanol at -20°C overnight. Cells were then incubated in 2 M HCl + 0.5% Triton X-100 for 30 minutes to denature DNA, neutralized with 0.1 M Na 2 B 4 O 7 pH 8.5, washed with 1% BSA +
0.2% Triton X-100 in 1X PBS, and stained with FITC Mouse Anti-BrdU (BD Biosciences) at 4°C overnight. Finally, cells were washed with 1% BSA + 0.2% Triton X-100 in 1X PBS, incubated in PI/RNase Staining Buffer (BD Biosciences) for 15 minutes, and analyzed by flow cytometry on a FACSCalibur Cytometer (BD Biosciences). Data were analyzed using FlowJo software (Tree Star Inc.). 
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